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TETLE OF THE INVENnON 

COMBINATION THERAPY USING A PPAR ALPHA/GAMMA AGONIST 

HELD OF THE INVENTION 
5 The instant invention is concerned with the use of combinations of 

phanmceutically wtive compounds that arc agonists of the alpha and gamma 
subtypes of the perorisomc proliferator activated receptor (PPAR) with other 
compounds that aie active in reducing cholesterol and/or other lipids, such as 
cholesterol absorption inhibitors and statins- 

10 

BACKGROUND OF THE INVENTION 

Diabetes refers to a disease process derived from multiple causative 
factors that is characterized by elevated levels of plasma glucose (hyperglycemia) in 
the fasting state or after administration of glucose during an oral glucose tolerance 

15 test. Penistent or uncontrolled hyperglycemia is associated with increased and 

ptematuie morbidity and mentality. Often abnormal glucose homeostasis is associated 
both directly and indirectly with alteradons of the lipid, lipoprotein and apolipoprotein 
metabolism and other metabolic and hemodynamic disease. Therefore patients with 
type 2 diabetes meUitus often have elevated levels of lipids, such as cholesterol and 

20 triglycerides, and have poor lipid profiles, with high levels of LDL-cholesterol and 
low levels of HDL-cholesterol. and are at an especially increased risk of 
macn>vasctilar and microvascular complications* including coronary heart disease, 
stroke, peripheral vascular disease* hypertension, nephropathy, neuropathy^ and 
retinopathy. Therefore, therapeutic control of glucose homeostasis, lipid metabolism 

25 and hypertension are critically important in the clinical management and treatment of 
diabetes mellitus. 

Patients having type 2 diabetes, or noninsulin dependent diabetes 
mellitus (NIDDM), often have plasma insulin levels that are the same or even elevated 
compared with nondiabetic patients; however, these patients have developed a 

30 resistance to the effectiveness of insulin in stimulating glucose and lipid metabolism 
in the main insulin-sensitive tissues^ which are muscle, liver and adipose tissues. The 
plasma insulin levels, while normal or elevated^ are insufficient to overcome the 
pronounced insulin resistance. 

Insulin resistance is caused by a post-insulin receptor binding defect 

35 that is not well understood. Insulin resistance results in insufficient insulin activation 

-1- 
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of glucose uptake, oxidation and storage in muscle, and also causes inadequate insulin 
repits&sion of Upolysis in adipose tissue and of glucose production and secretion in the 
liver. 

The available treatments for type 2 diabetes have we]14atown 

5 limitations. Physical exercise and a teduction in dietary intake of calories can 
dramatically improve the diabetic condition, but compliance with this treatment is 
very poor because of well-enircnched sedentary lifestyles and excess food 
consumption. The plasma level of insulin can be increased by administration of 
sulfonylureas (e.g. tolbutamide and glipiside)^ which stimulate the pancreatic p-cells 

10 to secrete more in&ulin, and/or by injection of insulin as the response to sulfonylureas 
diminishes in effectiveness and eventually fails. However, dangerously low levels of 
plasma glucose can result from these last two treatments, and insulin i^istance can 
continue to increase due to the even higher plasma insulin levels. Hie biguanides can 
improve the response to insuMn, resulting in some correction of hyperglycemia. 

15 However, the two biguanides, phenformin and metformin, can induce lactic acidosis 
and nausea/diarrhea, respectively. 

The glitazonea (i.e. 5«benzyIthiazolidine-2,4-diones) are a more 
recently developed class of compounds which have a novel mode of action in 
ameliorating many symptoms of type 2 diabetes. These agents substantially increase 

20 insulin sensitivity in muscle, liver and adipose tissue in several animal models of type 
2 diabetes, resulting in partial or complete correction of the elevated plasma levels of 
glucose without occurrence of hypoglycemia- Some glitazones not only improve 
insuHn sensitivity, but also alleviate disorders of lipid metabolism. 

Metabolic abnormalities may also affect glucose homeostasis even in 

25 patients who are not diabetic. A patient may have impaired glucose tolerance if the 
patient's fasting plasma glucose is less than the level that is used to establish type 2 
diabetes but is nevertheless higher than the accepted normal range. Such patients are 
at risk of developing type 2 diabetes, often ate insulin resistant, and often have lipid 
disorders and other cardiovascular risk factors. 

30 Many diabetic and non^diabetic insulin resistant patients also have a 

combinatiOTi of lipid and non-lipid cardiovascular risk factors that are characteristic of 
the metabolic syndrome, which was recently assigned cdteria for clinical 
identification in the Third Report of the National Cholesterol Education Program 
(NCEP) Expert Panel on Detection, Evaluation, and Treatment of High Blood 

35 CholesteiDl in Adults (Adult Treatment Panel IH. or ATP III). JAMA, May 16, 2001, 



PAGE 9«124^RCVDAT7]1l2fl042:44:15PM[Eastem Daylight Tim^^ 



0 7/01/04 15:12 FAX 908 298 5405 
WO0J/0S8962 



SCHERING-PLOUGH 



PCT/US03/118% 



SI091 



Vol. 285, No, 19, pp 2486-2497; see particularly Table 8 at p. 2493. Brirfly a patient 
has the metabolic synarome when the patient has 3 of the following 5 defining 
criteria: 1) abdominal obesity; 2) elevated triglycerides; 3) low HDL cholesterol; 4) 
high blood piessuse; and 5) elevated fasting glucose. These criteria ate clinically 
5 defiticd in the report. Metabolic syndrome is believed to be closely linked to insulin 

resistance ' 

Disorders of lipid metabolism or dyslipidemias include various 
conditions characterized by abnormal conceDtrations of one or more lipids (i.e. 
cholesterol and triglycerides), and/or apolipoproteins (i.e., apolipoproteins A, B, C 

10 and E), and/or lipoproteins ^.e., the macromolecular complexes formed by the lipid 
and die apolipopiotein that allow lipids to circulate in blood, such as Low Density 
Lipopiotdns (LDL). Very Low Density Lipoproteins (VLDL) and Ihbmnediate 
Density Lipoproteins (TDL) . Cholesterol is mostly carried in Low Density 
Lipoproteins (LDL)» and this component is commonly known as the "bad" cholesterol 

15 because it has been shown that elevations in LDL-cholesterol correlate closely to the 
risk of coronary heart disease, A smaller component of cholesterol is carried in the 
High Density Lipoproteins (HDL) and is commonly known as the "good" cholesteroL 
In fiict, it is known that the primary function of HDL is to accept cholesterol 
deposited in the aorterial wall and to transport it back to the liver for disposal through 

20 the intestine. It is therefore desirable to lower elevated levels of LDL cholesterol and 
to concunently increase levels of HDL cholesterol. Generally, it has been found that 
increased levels of HDL are associated with a lower risk of coronary heart disease 
(CHD). See, fot example, Gorton, et al., Am. h Med., 62, 707-714 (1977); Stan^r, 
et at., England 7, Med, i25, 375-381 (1991); and Kannel, et al, Ann, Internal 

25 Med, 90, 85-91 (1979). An example of an HDL raising agent is nicotinic acid, a drug 
with limited utility because doses that increase HDL are associated with undesirable 
effects, such as flushing. 

Dyslipidemias were originally classified by Fredrickson according to 
which lipids were alt^ed, as mentioned above. The Fredrickson classification 

30 includes 6 phenoQTjes (i -e., I> Oa, lib* Id, IV and V) with the most common being the 
isolated hypercholesterolemia (or type Da) which is usually accompained by elevated 
concentrations of total and LDL cholesteral. The initial treatment for 
hypercholesterolemia is often to modify the diet to one low in fat and cholesterol, 
coupled with appropriate physical exercise^ followed by drug therapy when LDL- 

35 lowering goals are not met by diet and exercise alone 
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A second comnion fonn of dyslipidemia is the mixed or combined 
hyperlipidemia or type lib and IH of the Fredriclcson classification. This dyslipidemia 
is often prevalent in patients with type 2 diabetes, obesity and the metabolic 
syndrome. In this dyslipidemi a there are modest elevations of LDL^hoIestecoI, 

5 accompanied by mcjre pronounced elevations of small dense LDLrcholestml 
paitidea, VLDL and/ior IDL triglyceride rich lipoproteinsX total 
triglycerides. In addition, concentrations of HDL are often low. 

Peroxisome proliferators axe a stmcturally diverse group of compounds 
that when administered to rodents elicit dramatic increases in the size and number of 

10 hepatic and lenal peroxisomes, as well as concomitant increases in the capacity of 
peroxisomes to metabolize fatty adds via increased expression of the enz.ymes of the 
beta-oxidation cycle. Compounds that are agonists of the peroxisome pioliferator 
activated receptor include but arc not limited to the fibrate class of lipid modulating 
drugs, certain heibicides and phthalate plasticizers. The glitazones (5- 

15 ben2yIthiazolidine-2,4-diones) arc generally believed to exert their effects through 
binding to peroxisome proliferator activated receptors (PPAR^s). Peroxisome ' 
proliferation is also triggered by dietary and physiological factors such as a high-fat 
diet and cold acclimatization, it is g^ier^ly believed that die glitazones exert tfadr 
effects by binding to die peroxisome proliferator acdvated receptor (PPAR) family of 

20 leceptois, controlling certain transcription elements having to do with the biological 
endties discussed above. See Hulin et al.. Current Pharm. E^esign (1996) 2, 85-102. 

Three sub-types of peroxisome proliferator activated receptor (PPAR) 
have been discovered and described peroxisome proliferator activated receptor alpha 
OPPARa), peroxisome proliferator activated receptor gamma 

25 (PPARy), and peroxisome proliferator activated receptor delta (PPAR6>. PPARa is 
activated by a number of medium and long-chain fatty acids, and it is involved in 
stimulating p-oxidation of faity adds. PPARct is also associated with the activity of 
fibrates and fatty acids in rodents and humans. Fibric iicid derivatives, such as 
clofibrate, fenofibrate^ bezafibrate* dptofihrate, beclofibrate and etofibrate, as well as 

30 gemfibroziU each of which is a PPARa ligand and/or activator, produces a substantial 
reduction in plasma trigHycerides as well as some increase in HDL. The effects on 
LDL cholesterol ate inconsistent and might depend upon the compound and/or the 
dyslipidemic phenotype. For these reasons, this class of compounds has been 
primarily used to treat hypertriglyceridemia (i.e. Frcdrickson Type IV and V) and/or 

35 mixed hyperlipidenrua. 
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The PPARy feccptor subtypes are involved in activating the program of 
adipocyte differentiation and are not involved in stimulating peroxisome proliferation 
in the liver. Prostaglandin J2 derivatives and various long chain fatty acids have been 

identified as potential natural ligands of the PPARy subtype. The gjiitazone 
5 thiazolidinedione-based antidiabetic agents have a high afiini^ fcwr the 
FPARy receptor. 

The humffli nuclear receptor gene PPARS (hPPARS) has been cloned 
from a human ostcosarooma cell cDNA libraty and is fully described by A. Schmidt et 
al.. Molecular Endocrinology, 6 :1634-1641 (1992). In general, the exact role of 

10 PPAR6 is less well understood than the other PPAR sub-typeSp and fewer PPARS 
agonists have been developed and studied. Hiere have been recent reports of 
PPARS agonists dial are active in treating type 2 diabetes, dysBpidemia, and 
inflammadon, such as occurs in rheumatoid arthritis. 

Two glitazone^ (rosiglitazone and pioglitazone) are currently approved 

15 for use in the treatment of diabetes. These two glitazones are primarily or exclusively 
PPARy agonists. A third glitazone, troglitazone, was withdrawn by the manufacturer 
due to probl^s with liver toxicity. Some new^ glitazones that aie cuirently under 
development or are in dinicdl trials have dual PPARa and y activity. These are 
expected to impn>ve both insulin sensitivity and the lipid profile in patients having 

20 type 2 diabetes. 

A promising class of glitazones is described in US Patent Nos. 
6,030,990, 6,001,862 and 6,147»I01, assigned to Kyorin Pharmaceutical, Ltd., which 
are incorporated by reference into this application in their entirety. The compounds 
described in the Kyorin patents are FPAR alpha/gamma dual agonists. They are 

25 referred to as ''dual" agonists because they are agonists of both the PPAR alpha and 
FPAR gamma sub-types. They are effective in treating elevated serum glucose and 
elevated triglycerides and lipids in patients having type 2 diabetes. 

Cholesterol absorption inhibitors are a relatively new class of 
tberepeutic agents that interfere with the absorption of cholesterol from the digestive 

30 tract, and specifically from the small intestine, ITiis decreases the amount of 
cholesterol passing into the bloodstream from the intestines and has the effect of 
reducing serum cholesteroK Their mechanism of action is different from the 
mechanism of action of statins, which are widely used in medications for reducing the 
levels of cholesterol and lipids. The statins, including simvastatin, lovastatin, 
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pravasiatiii, fluvastatin, atorvastatin, and rosuvastatin, inhibit biosynthesis of 
cholesteiol by inhibition of the HMG CoA reductase enzyme* Their mechanism of 
action is also different from that of PPARo/y dual agonists* which reduce triglycerides 
and lipids tbtough agonism of die PPARa receptor* 
5 A generic class of active cholesterol absoiption inhibitors is described 

in US Patents 5,767415, 5,63 1 .365, and 5.846^66, all of which are assigned to 
Schering Coiporation and ate incorporated into this appBcatioD by reference in their 
entirety. 

10 SXJMMARY OF THE INVENTION 

The present invention relates to the treatment of type 2 diabetes (non- 
insulin dependent diabetes mellitus, ot NIDDM) and to various disord^ associated 
with type 2 diabetes, by the administration of the combination of active ingredients 
described below. The invention fiiirher relates to the treatment (leductian) of 

1 5 hyperglycemia that is associated with type 2 diabetes by administration of the 

combination of active ingredients described below. The invention further lelaies to 
the treatment of insulin resistance and/or impaired glucose tolerance that are 
associated with type 2 diabetes or that axe associated with a pre-diabetic condition or 
that aie a symptom of the meiviboUc syndtom^ which is also known as syndrome X, 

20 by administration of the combination of active ingredients described below. The 
invention further relates to the treatment of one or more other diseases or conditions 
that often accompany type 2 diabetes, including lipid disorders, such as mixed or , 
diabetic dyslipidemia, isolated hypercholesterolemia* elevated LDL-C and/or non- 
HDL-C, elevated byperapoBliprotdnemia, hypertriglyceridemia, elevated irigjyceride- 

25 rich-lipopioteins, and low HDL cholesterol, by administration of the combination of 
active ingredients described below. The invention further relates to the treatment or 
amelioiation of atherosclerosis and obesity by administration of the combination of 
active ingredients described below. Administration of the combination of active 
ingredients described below may also delay the onset or reduce the risk of 

30 atherosclerosis and obesity. The diseases listed above are treated or controlled or 
ameliorated by administration of a combination of a therapeutically effective amount 
of a PPARo^ dual agonist and a therapeutically effective amount of a second active 
drug, which is selected from the group consisting of (1) a cholesterol absorption 
inhibitor, (2) an HMG-CoA reductase inhibitor. (3) a bile acid sequestrant (4) 

35 nicotinyl alcohoU nicotinic acid or a salt thereof, (5) a PPARa agonist, (6) a phenolic 
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ajJti-oxidant» (7) an ACAT inhibitor* and (8) a CETP inhibitor, including 
pharmaceuticaUy acceptable salts of one or more of the active ingredients. 

These conabinations axe useful in reducing hyperglycemia in the 
treatment of type 2 diabetes mellitus, which is often referred to as non-insulin 

5 dependent diabetes (NIDDM), and in reducing levels of Kpids or improving the lipid 
profile in the treatment of dyslipidemia and otber lipid disorders that ate often 
associated with type 2 diabetes or that often occur in a diabetic or a pre^diabetic 
patient who is insulin resistant, such as hypeilipidemia, dyslipidemia, 
hypercholesterolemia, hypertriglyceridemia, low HDL cholesterol, high LDL 

10 cholesterol, insulin resistance, impaired glucose tolerance, and obesity. 

The invention also relates to the use of the combinations described 
herein for the manufacture of u medicament for reducing hyperglycemia in type 2 
diabetes mellitus and for reducing levels of lipids or improving the lipid profile in 
dyslipidemia and other lipid disorders that are often associated with type 2 diabetes or 

15 that often occur in a diabetic or a pre-cKabetic patient who is insulin resistant, such as 
hyperlipidemidf dyslipidemia, hypercholesterolemia, hypennglyceridemia, low HDL 
cholesterol, high LDL cholesterol; insulin resistance, impaired glucose tolerance, and 
obesity. 

20 DETAILED DESCRIPTION OF THE INVENTION 

PPAR agonists are classified as PPARa agonists, PPARy agonists* or 
PPARtx/y dual agonists, based on the relative potencies of the compounds as agonists 
of the PPARa and PPARy receptors, PPARy agonists are those compounds that 
exhibit >50% of the maximal effects of rosiglitazone, a potent PPARy agonist, on 

25 human PPARy. PPARa agoni sis are those compounds that exhibit ^50% of the 
maximal effects of fenofibrate, a potent PPARa agonist, on human PPARa. 
Concentration potencies are measured by using the cell-based transactivadon assay or 
cell-ftee co-activator association assay, which are described herein below. 

PPARo/y dual agonists are compounds that exhibit both significant 

30 PPARa and PPARy agonism, as defined above, wherein the half-maximal 

conceniradon potencies (EC50) fot activation of hPPARy and the half-maximal 
concentration potencies (EC50) for activation of hPPARa differ by less than 30-fold- 
Compounds that exhibit significant PPARa and/or PPARy agonism, as 
defined above, wherein the half-rliaximal concentration potencies (EC50) for 

35 activation of hPPARy and the half-maximal concentration potencies (EC50) for 
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activation of hPPARa differ by mom than 30-fold arc defined as selective PPARa or 
selective PPARy agonists. 

For example, a compound that exhibits >50% of the maximal effects of 
rosiglitazone on human PPARy and therefore exhibits significant PPARy agonism, 
5 and which exhibits a half-xnaximal concentration potency ^50) *or activation of 
hPPARY which is greater than 30-fold higher than its half-maximal concentration 
potency (EC50) ^ot activation of hPFARa is defined as a selective PPARy agonist 
Rosiglitazone is an example of such a compound. Likewise, a compound that exhibits 
>S0% of the mnTimai effects of fenofibiate on human PPARa and therefore exhibits 
10 significant PPARa agonism, and which exhibits a half-maximal concentration 

potency (EC50) for activation of hPPARa which is greater than 30-fold higher than 
its half-maximal concentration potency (EC50) for activation of hPPARY is defined as 
a selective hPPARa agonist. Fenbfibrate is an example of such a compomid. 

Preferred PPARo^ dual agonists ate compounds that exhibit both 
15 significant PPARct and PPARy agoniam. as defined above, wherein the half-tnaximal 
concentration potencies (ECso) for activation of hPPARy and the half-maximal 
concentration potencies (EC50) for activation of hPPARa differ by less than 20-fold, 
A more preferred group of PPARo/y dual agonists are compounds that 
exhibit both significant PPARa and PPARy agonism. as defined above* wherein the 
20 half-maximal concentration potencies (ECso) activation of hPPARy and the half- 
maximal concentration potencies (ECso) for activation of hPPARa differ by less than 
lO-fold. These are the "balanced PPARo/y dual agonists," 

PPARy agonists generally improve insulin sensitivity, thereby reducing 
the hyperglycemia that is symptomatic of type 2 diabetes. PPARa agonists improve 
25 lipid metabohsm by lowering triglyceiides, lowering LDL, and potentially raising 
HDLu PPARo/y dual agonists can control or ameliorate both the hypei^lycemia and 
dyslipidemia that are associated with type 2 diabetes. The pieferred FPAR0/7 dual 
agonists for combination therapy with cholesterol absorption inhibitors and other 
hypolipemic compounds are "balanced" PPARo/y dual agonists, as defined above. 
30 These have approximately eqiial potencies (within a factor of 10) for agonism of both 
the PPARa and PPARy receptor sub-types. 

Prefixed PPARo/y dual agonists are disclosed and claimed in the 
Kyorin patents cited above, such as US 6,030,990, The most preferred balanced 
PPARo/y dual agonist for this invention is disclosed in Example 39 of US 6,030,990. 
35 This compound is known generally in the pharmaceutical industry as KRP-297* The 
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chemical name of KRP-297 is 5-[(2,4-dioxo-5-thiazolidinyl)meihyl]-2-<methoxy-JV- 

[[4-(irifluoit>methyl)phenylJincthyl]-benzaiiiide, The structure is shown below: 

O 





CH3O 



KRP-297 

5 The PPARce/y dual agonists of this invention arc used in combination 

with one or more other drugs that that may be used to treat lipid disorders, such as 
hypertriglyceridemia^ hyperlipidemia, hypeicholestetolemia, and dyslipidemia. The 
other drugCs) in these combinations is(are) selected from the group consisting of (1) a 
cholesterol absorption inhibitor, (2) an HMG-CoA reductase inhibitor, (3) a bile acid 

10 sequestrant (4) nicotinyl alcohol, tiicotmic acid or a salt thereof, (5) a PPARa 

agonist, (6) a phenolic anti-oxidant, (J) an ACAT inhibitor, and (8) a CETP inhibitor, 
including pharmaceutically acceptable salts of one or tnore active ingredients. The 
other dmg(s) is(are} desciitsed in mote detail below: 

(1) Cholesterol absorption inhibitors, also known as sterol absorption 

15 inhibitors* interfere with the absorption of cholesterol ftx)m the digestive tract, and 

specifically from the small intestine. This decreases the amount of cholesterol passing 
into the bloodstream ftom the intestines and has the effect of reducing s«um 
cholesterol. Hie combination of cholesterol absorption inhibitors and PPARo/y dual 
agoniists has the effect of redudng serum cholesterol by two independent mechanisms 

20 (PPARaagonismandinhibition of cholesterol absorption). Atthesametime»the 
FPARjQ/y dual agonist also reduces hyperglycemia associated with type 2 diabetes. 

Examples of cholesterol absorption inhibitors include stanol esters, 
beta-sitosterDi, sterol glycosides such as tiqueside, and azetidinones, such as the class 
of compounds described below. A preferred class of cholesterol absorption inhibitors 

25 is described in the Schering patents cited above, including US 5.767, 115. 

Tbe most preferred cholesterol absorption inhibitor for practicing this 
invention is disclosed as Example 6A in US 5,767,115. The compound is known 
generally in the phamaceutical industry as ezetimibe, the chemical name of which is 
l-(4-fluorophenyl)-3(R>[3(S)-(4^fluorophenyl>3-hydroxypropyl]-4(S>(4- 

30 hydroxyphenyl)-2-azetidinone. The structure follows: 
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Ezetitnibe 

(2) HMG-CoA reductase inhibitors arc well known in the 

3 phannaceutical field as being effective at reducing the rate of biosynthesis of 

cholesterol by the liver, HMG-CoA reductase inhibitor include the statins, which 
have been successfully used in the tceatment of lipid disorders. Statins that can be 
used in the combination therapies of this invention include, but are not limited to, 
1ova$tatin> simvastatin, rosuvastatin, pravastatin, fluvastatin, atorvastatin, rivastatin, 

10 itavsstatin, cerivastatin, and ZD-4S22. 

(3) Bile acid seque&trants, suph as cholestyramine, colestipol, and 
diallcylaminQdlkyl derivatives of a cross-linked dextran polymer, also including 
Colestid®, LoCholest®, and Questran®; are polymeric anion exchange resins that 
interfere with reabsoiption of bile acid into the liver. The liver compensates for the 

15 decreased availability of bile add by converting cholesterol into bile acid salts« 
thereby reducing the amount of cholesterol. 

(4) Nicotinyt alcohol, nicotinic acid, niacin, and salts thereof^ can 
increase HDL and reduce LDL at relatively high doses» so that the overall lipid profile 
is better. Rushing is a common side effect that limits the usefulness of these 

20 compounds in therapy. 

(5) PPARa agonists, such as fibric acid derivatives (clofibrate, 
fenofibrate and bexafibrate) and ganifibroz:il, reduce lipids and cholestenol by agonism 
of the PPARa receptor. This is the same mechanism m the PPARa agonism that 
occurs with thePPARa/y dual agonises. Oth^ PPARa agonists include beclofibrate, 

25 ciprofibrate, etofibrate, gemcabenc, GW7647. BM 170744, LY518674, Atromid®, 
Lopid®, andTricor®. 

(6) Acyl CoAxhoJesterol acyltransferase inhibitors (ACAT inhibitors), 
such as for example avasimibe, eflucimide, KY505, and SMP 797, inhibit the ACAT 
enzyme, which catalyzes the foimation of cholcsteryl esters (CE's) from cholesterol 

30 and long chain fatty acids. CE*s accumulate in smooth muscle cells and macrophages 
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and can be incorporated into arterial wall lesions, which contribute to atherosderosis. 
Inhibition of the enzyme inhibits this process by decreasing the availabiiity of CE's. 

(7) Phenolic anti-oxidants, such as probucol, reduce plasma 
cholesterol LDL- cholesterol and HDL- cholesterol. They also inhibit oxidative 

S modification of IDLrcholesterol. Oxidative modification of LDL-cbolesteiol is an 
important stq> in the progression of atheroscIeFOSis. 

(8) Cholesterol Ester Transfer Protein (CETP) facilitates the 
movement of cholesteryl esters and triglycerides between lipoproteins in the blood, 
including high density lipoproteins CHDL), low daisity lipoproteins (LDL)^ and very 

10 low density lipoproteins (VLDL). CETPfacillratea the transfer of cholesteryl esters 
fixHH HDL to LDL, resulting in a net increase of LDL and VLDL and a net decrease 
of HDL. Increases in LDL and VIDL and decreases in HDL are generally believed to 
favor atherogenesis. CETP inhilwtors are compounds that inhibit CETF, so that there 
is an increase in HDL and a decrease in LDL and VLDL- There are cuirontly no 

15 CETP inhibitors that are being marketed. Ej^amples of developmental CETP 

inhibitors include JTT-705, toicetr^ib. CP532,632, BAY63-2149, SC-591, SC-795. 
SC-744, SC-I44, wiedcnols, Sch-50678, strongylin A, Sch-S0679, Sch-S0680. s- 
triazines, teracyclic catechols, and Sch-58149, There is also a developmental vaccine 
CETi'l that is being developed by AVANT Immunotheiapeutics. CETi-1 is 

20 apparendy in phase II trials. 

Other lipid lowering agents that may be used in the combinations of 
this invention as the second acdve component ratiier than or in addition to those 
listied above include: 
(1) HMG-CoA synthase inhibitors; 

25 (2) Squalene synthetase inhibitors; 

(3) EXR receptor antagonists such as GW 4064, and SR 103912; 

(4) LXR receptor agonists such as GW 3965, T9013137, and XTC0179628; 

(5) R^iin angiotensin system inhibitors; 

(6) Microsomal triglyceride transport inhibitors; 

30 (7) Bile acid reabsoiption inhibitors, such as BARI 1453* SC43S, PHA3844540, 
S8921,andAZD7706; 

(8) PPARg agomsts such as GW 501516, and GW 590735; 

(9) Triglyceride synthesis inhibitors; 

(10) MTTP inhibitors, such as inplicapide,LAS687, and CP346086; 
35 (11) Transcription modulators; 
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(12) Squalene epoxidase inhibitors; 

(J3) Low density lipoprotein (LDL) receptor inducers; and 

(14) Platelet aggregation inhibitors. 

The use of the above combinations is expecced to be beneficial in a 

S patient wifh severe byperttiglycendeinia, hypext^holesterolenua, hypedipidemia, 
dysHpidemia, and/or other lipid disorders, llie lipid lowering drugs that are listed 
above can be used in combination with the FPARo/y dual agonists to induce 
beneficial lipid effects. The lipid lowering drugs listed above have mechanisms that 
are diJOferent than the mechanism that is in effect with the PPARo/y dual agonists* As 

10 a result of the different mechanisms of action, the lipid lowering effects are likely to 
be additive for these combinations. Therefore, the (hises of the FFARo/y dual agonist 
and the other lipid lowering agent may not need to be increased to levels that are 
higher than are normally used in order to achieve a greater lipid redaction or to 
achieve a greater adjustment in the lipid profile. The quantity of each individual 

1 5 component of the combination may even be less than is normally used. This 

minimizes the possibility of obtaining undesirable side effects. Note that the use of 
i^hrates and other FPARa agpnists in combination with PPARo/y dual agonists is in 
pazt an exception to this generalization about mechanisms of action in that the fibrates 
and other PPARa agonists have PPARa agonism in common with the PPARo/y 

20 agonists. Fibrates and other PPARa agonists do not have PPARy agonism in 

common with PPARo/y dual ^igonists, and there may still be benefits in using the two 
classes of compounds together. 

In some case$k the combinations may al$o exhibit '^synergy,^* which is 
defined as results that are better than additive. When there is synergy, the synergistic 

25 results may be apparent in studies using limited numbers of patients. Studies with 
large numbers of patients may be needed to show that the improvements are 
significantly better (statistically) than additive. 

A highly preferred embodiment of this invention is the combination of 
KRP-297 with one or more of the classes of drugs that are effective in redudng or 

30 controlling hypertriglyceridemia, hypercholei&terolemia, hyper1ipidemia> and 

dyslipidemia, as listed above. In particular, the most preferred embodiments are 
directed to combinations of KRP-297 with one or more compounds selecced from the 
group consisting of ezetimibe, lovastatin^ simvastatin^ rosuvastatin. pravastatin, 
fluvastatin, atorvastatin. livasiatin. itavastatin, ZD-4522, cholestyramine* colestipol. 

35 nicotinyl alcohol, nicotinic acid, clofibrate, fenofibrate» bezafibrate, gemfibrizol, 
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avasamibe, and probucol, or phartnaceutically acceptable salts of one or more of these 
conq)ounds. In the combination tiierapies described above> the most preferred 
PPARo/y dual agonist is KRP-297. Phannaceutical compositions comprising the 
combinations of active compounds desciibed above and a phaxmaceutically acceptable 
5 cairier have utility as therapeutic compositions, and axe prefened compositions. 

Pnefened embodiments also nelate to the adminifittation of a 
combination of a therapeuticaJiy effective amount of KRP-297 and one or more 
compounds selected from the group consisting of ezetimibe, lovastatin^ simvastatin, 
rosuvastatin, pravastatin, fluvastatin, atorvastatin, rivastatin^ itavastatin, ZD-4522, 

10 cholestyramine, colestipol. lucotinyl alcohol, nicotinic acid, dofibrate^ fenofibrate, 
bezafibrate^ gemfibrizol> avasamibe, and probucol, or pharmaceutically acceptable 
salts of cme or more of these compounds, for the reduction of hyperglycemia resulting 
from type 2 diabetes, or for the reduction of dyslipidemia, hypcrlipidemia^ 
hypertriglyceridemia, and/or hypercholesterolemia that is associated with type 2 

15 diabetes, or both. 

A pharmaceutical composition of this invention may ^'consist 
essentially of a single PFARo/y dual agonist, such as KRP-297, in combination with 
a second single active compound selected from the compounds listed above, such as 
ezetimibe or a statin. Furthemore, the compositions may also include a 

20 pharmaceutically acceptable carrier. "Consist essentally oF' means that other 

ingredients besides those named can be present, provided that the other ingredients do 
not change the basic and novel characteristics of the composition. 

A pmfetxed pharmaceutical composition consists essentially of KBP- 
297» ezetimibe, and a pharmaceutically acceptable carrier. Another prelerred 

25 phannaceutical composition consists essenti ally of KRP-297, simvastatin, and a 
pharmaceutically acceptable c^er. A third preferred pharmaceutical composition 
consists essentially of KRP-297, simvastatin, ezetimibe, and a pharmaceutically 
acceptable carrier. 

The combinations disclosed herein may be used as the primary 

30 treatment for type 2 diabetes and associated disorders, or the combination may be 
used as an adjunct to diet and exercise to improve glycemic control in patients who 
have type 2 diabetes and conciirrenfly to control or ameliomte the dyslipidemia, 
hyperlipidemia, hypercholesterolemia and other lipid disorders that often occur in 
diabetic patients. 
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The combinations att expected to be particularly effective in tieatiTig 
patients with type 2 diabetes and Fredrickson types Ha, lib, HI, IV, and V 
hyperlipidemia. The combinations are expected to reduce elevated total-cholesterol, 
LDLrcholesceioU non-HDLpCholesterol, apolipoprotein B, and TO, and to increase 

S HDLrC and Apolipopiotein A-1 and A-1 1. 

The combinatians of pharmaceuticals of this invention can also be used 
in combination with other oral anti-hyperglycemic agents, including sulfonylureas, 
metformin and insulin, when the combination alone or with diet and exercise does not 
lesult in adequate glycemjc or lipid control. 

10 Briefly, the combinations as defined above are useful in treating or 

ameliorating hyperglycemia associated with type 2 diabetes* and for cbncuiTently 
tieating one or more of die following conditions that often accompany type 2 diabetes: 





(1) 


lipid disotders; 




(2) 


hyperlipidemia 


15 


(3) 


obesity; 




(4) 


hypeicholestBiDleima; 




(5) 


faypertiiglyc^deinia; 




(6) 


dyslipidemia; 




0) 


low HDL cholesterol; and 


20 


(8) 


atheiQscleiosis, including sequellae of atherosclerosis, such as 
angina, claudication, heart attack, stroke, etc. 



The combinations listed above may also be administer^ to patients 
who are not diabetic but who may have insulin resistance, impaired glucose tolerance^ 
and/or metabolic syndrome. Since insulin resistance is one of the conditions that is 

25 often present in patients with metabohc syndrome^ the PPARo/y agonist, such as for 
example KRP-297, may be beneficial to the patient because the insulm sensitizing 
action of the PPARo/y agonist ameliorates the insulin resistance, thereby ameliorating 
some of the other symptoms of metabolic syndrome. The combinations described 
above may therefore amelioraie one or more of the cardiovasculariisk factors in 

30 padents who have metabolic syndrome, where the presence of metabolic syndrome is 
determined by the fact that the patient has three or more of the cardiovascular risk 
factors that are criteria for diagnosing metabolic syndrome. In many cases, the 
combinations described herein may ameliorate two or more of the cardiovascular risk 
factors in patients who have metabolic syndrome. In many cases* the combinations 
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described herein may ameliorate three or more of the cardiovascular risk factors in 
patients who have metabolic syndrome. 

Definitions 

5 Combination^ therapy or a drug "combination'^ means that two or 

more active components are administered to a patient at approximately the same time 
or at times that are sufiSciently close that both drugs will be present concunently in 
the patient at a level sufficient to be therapeutic or sub-therapeutic at certain times of 
the day. Combination therapy can also occur when the two medicines are 

10 administered at the same time or at different times during the day. Combination 

therapy thus also includes therapies in which the two active drugs are adrranistered on 
different overlapping schedules, A pharmaceutical composition in unit dosage fonn 
containing the two active drugs is a preferred combination when use of such a 
composition is practicable. Dispensing the active compounds as separate dosage 

IS foxxos but together in the same package is another preferred means of dispensing a 
combination according to this invention. 

The term "composition/' as in pharmaceutical composition, is 
intended to encompass a product comprising the active ingiedientCs) and the inert 
ingEedient($) that make up the carrier, as well as any product which results, directly or 

20 indirectly, from combination, complexation or aggregation of any two or more of the 
ingredients, or from dissociation of one or more of the ingredients, or from other types 
of reactions or interactions of one or more of the ingredients. Accordingly, the 
pharmaceutical compositions of the present invention cacompass any composition 
made by admixing the compounds of the present invention and a phannaceutically 

25 acceptable carrier. 

The term "metabolic syndrome** is defined in the Third Report of the 
National Cholesterol Education Program (NCEP) Expert Panel on Detection, 
Evaluation, and Treatment of High Blood Cholesterol in Adults (Adult Treatment ^ 
Panel m. or ATP IE), JAMA, May 16, 2001 , Vol. 285, No. 19, pp 2486-2497, 

30 discussed herein in the Background of the Invention section. Other medical terms and 
diseases (e.g. type 2 diabetes) have widely accepted definitions in the medical field. 

Optical Isomers - Diastereoroers - Geometric Isomers - Tautomers 

The active ingredients in the combinations of this invention may 
35 contain one or more asynunetiic centers. The individual active components can thus 
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occur as racemic mixtures, single enantiomers, diastereomeric mixtures and 

individual diastereomers. The present invention is meant to comprehend all 

combinatiotts of such isomeric foms. Specifically, KRP-297 is administered as a 

racemate. Ezetimibe is a single optically active isomer. 
5 Some of the compounds described herein may contain olefinic double 

bonds, and unless specified otherwise, are meant to include both E and Z geometric 

isomers, singly or as a mixture. 

Some of the compounds described herein may exist as tautomers, such 

as ketones and enoIs,.The individual tautomers as well as mixtures thereof are 
10 encompassed with the compounds that are described herein. 



Salts The term "phamiaceutically acceptable salts" refers to salts 
prepaied from pharmaceutically acceptable non-toxic bases or acids including 
inorganic or organic bases and inorganic or organic ocids. Salts derived from 

IS inorganic bases include aluminum, ammonium, calcium, copper, feme, ferrous, 
lithium, magnesium* manganic salts, manganous, potassium, sodium, zinc, and ifae 
like. Paiticuiarly preferred are the ammonium, calcium, magnesium^ potassium, and 
sodium salts. Salts in the solid form may exist in more than one crystal structure, and 
may also be in the fom of hydrates. Salts derived from pharmaceutically acceptable 

20 organic non-ioxic bases include salts of primary, secondary, and tertiary amines* . 
substituted aminos induding naturally occurring substituted amin^^ 
and basic ion exchange resins, such as arginine, betaine, caffeine, choline, N,N - 
dibenzylethylenediaminet diethylamine^ 2-diethylaTninoethanol, 2- 

dimethylaminoethanol, cthanolamine, ethylenediamine, N-ethyl-moipholine, N- ^ ) 

25 ethylpiperidine^ glucamine, glucosamine, histidine, hydrabamine, isopropylamine, 
lysine* methylglucaminet moipholine, pipemine, piperidine, polyamine resins« 
procaine, purines^ theobromine, triethylamine, trimethylamine, tripropylamine, 
tromethamine, and the like. 

When the compound of the present invendoTi is basic, salts may be 
30 prepared from pharmaceutically acceptable non-toxic acids, including inorganic and 
organic acids. Such acids include acetic, benzencsulfonic, benzoic, camphorsulfonic, 
citric, ettianesulfonic, fumaric, gluconic, glutamic, hydrobromic. hydrochloric, 
isethionic, lactic, maleic> malic, mandelic, methancsulfonic, mucic, nitric, pamoic, 
pantothenic, phosphoric, succinic, sulfuric, tartaric, p-toluenesulfonic acid, and the 
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like. Paiticularly prcf eired are citnc, hydrobromic, hydrochlCHic, maleic, phosphoric, 
sulfuric, and tartaric acids. 

It will be understood that, as used herein, references to the compounds 
used in the combinations described herein aie meant to also include the 
5 phanuaceutically acceptable salts. 

Metabolites, -Brpdrugs 

Individual compounds claimed in the combinations described herein 
may occur as therapeutically active metabolites of other compounds that have been 
10 administered to a patient. Such active metabolites "would still be part of the claimed 
combination. 

Administration and Posc Rangjcs 

Any suitable route of administration may be employed for providing a 

15 mammal, especially a human, with an effective dose of a compound of the present 
invention. For example, oral, rectal, topical, parenteraU ocular, pulmonary, nasal, and 
the like may be employed Dosage forms include tablets, troches^ dispersions, 
suspensions, solutions^ capsules, creams, ointments, aerosols, and the like. Prefierably 
coinpounds of Fonxiula I are administered orally. 

20 Theeffectivedosageof active ingredient employed may vary 

depending on the particular compound employed, the mode of adirnnistration, the 
condition being treated and the severity of the condition being treated. Such dosages 
may be ascertained readily by a person skilled in the art. 

When treating or ameliorating type 2 diabetes mellitus and/or 

25 hyperglycemia or hypertriglyceridemia or other diseases for which compounds of this 
invention are indicated, generally satisfactory results are obtained when the 
compounds of the present invention are administered at a daily dosage of from about 
0.1 milligram to about 100 milligram per kilogram of animal body weight, preferably 
given as a single daily dose or in divided doses two to six times a day, or in sustained 

3D release form. For most large mammals, the total daily dosage is from about 0.1 

milligrams to about 1000 milligrams, preferably from about 1 milligram to about 50 
milligrams. In the case of a 70 kg adult human, the total daily dose will generally be 
from about 1 miUigrams to about 350 milligrams. This dosage regimen may be 
adjusted to provide the optimal th^apeutic response for the patient and the specific 

35 compounds that are administered. 
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For a preferred embodiment, examples of daily dosages of KRP''297 
and Bzetiniibe can be any of thts following, for example: forKRP-297, Img, 3mg, 5 
ing> lOmg, or 20 mg; and for ezelimibe, Img, 5mg> lOmg, 20 mg» 50 mg, or 100 
mg. 

5 For another pxefejted embodiment, examples of daily dosages of KRP- 

297 and simvastatin can be any of the following. For exemplary dosages 

are img, 3mg, 5 mg, lOmg, or 20 mg. For simvastatin, exemplary dosages are Smg, 
lOmg* 20jng, 40mg, and 80mg. 

10 Pharroaceutical Compositions 

Another aspea of the present invention provides phannaceutical 
compositions which comprise the compounds of this invention and a pharmaceutically 
acceptable carrier or carriers. The pharmaceutical compositions of the present 
invention comprise the compounds or pharmaceutically acceptable salts thereof, as 

15 well as phannaceutically acceptable canieis and optionally other therapeutic 

ingredients. The term "pharmaceutically acceptable salts" ref^ to salts prepared 
from pharmaceutically acceptable non-toxic bases or adds, including inorganic bases 
or acids and organic bases or acids. 

The compositions include compositions suitable for oral, rectal, 

20 topicalt parentei^J (including subcutaneous* intramuscular, and intravenous), ocular 
(ophthalmic), and pulmonary (nasal or buccal inhalation). The most suitable route in 
any given case will depend on the nature and severity of the conditions being treated 
and on the nature of the active ingredient They may be conveniently presented in unit 
dosage fonn and prepared by any of the methods well-known in the art of pharmacy. 

25 The compounds of this invention can be individually combined in 

intimate admixmre with a pharmaceutical carrier according to conventional 
pharmaceutical compounding techniques, or they can be combined together in a 
carrier. The carrier may take a wide variety of forms depending on the form of 
preparation desired for adminisbralion, e.g», oral or parenteral (including intravenous). 

30 In preparing the compositions for oral dos^ fonn, any of the usual pharmaceutica] 
media may be employed, such as, for example, water, glycols, oils, alcohols, flavoring 
agents, preservatives, coloring agents and the like in the case of oral liquid 
preparations, such as, for example, suspensions, elixirs and solutions; or carriers such 
as starches, sugars, microcrystalline cellulose, diluents, granulating agents, lubricants, 

35 binders, disintegrating agents and the like in the case of oral solid preparations such 
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as, for example^ powders, hard and soft capsules and tablets, with the solid oial 
preparations being prefened over the liquid preparations. 

Because of theiv ease of admini&traiion, tablets and capsules represent 
the jnost advantageous oral dosage unit form in whic^h case solid pharmaceudcal 
5 carriers are obviously employed. If desired, tablets may be coated by standard 
aqueous or nonaqueous techniques. Such compositions and preparations should 
contain at least 0. 1 percent of active compound. The percentage of active compound 
in these compositions may, of course, be varied and may conveniently be between 
about 2 percent to about 60 peicent of the weight of the unit. The amount of active 
10 compound in such thexapeutically useful compositions is such that an effective dosage 
will be obtained The active compounds can also be administered intranasally as. for 
example, liquid drops or spray. 

The tablets, pills, capsules, and the like may also contain a binder such 
as gum tragacandit acada, com starch or gelatin; excipients such as dicalcium 
15 phosphate; a disintegrating agent such as com starch, potato starch, alginic acid; a 
lubricant such as magnesium stearate; and a sweetening agent such as sucrose^ lactose 
or saccharin. When a dosage unit form is a capsule^ it may contain, in addition to 
materials of the above type, a liquid carrier such as a fatty oil. 

Various other materials may be present as coatings or to modify the 
20 physical form of the dosage unit For instance, tablets may be coated with shellac, 
sugar or both. A syrup or elixir may cc»itain, in addition to the active ingredient, 
sucrose as a sweetening agent, methyl and propylparabens as preservatives, a dye and 
a flavoring such as cherry or orange flavor. 

Compounds of this invention may also be administered parenterally. 
t 25 Solutions or suspensions of these active compounds can be prepared in water suitably 
mixed with a surfactant such as hydroxy propylcellulose. Dispersions can also be 
prepared in glycerol, liquid polyethylene glycols and mixtures thexeofi^ Under 
ordinary conditions of storage and use, these preparations contain a preservative to 
prevent the growth of microorganisms. 
30 The pharmaceutical forms suitable for injectable use include sterile 

aqueous solutions or dispersions and sterile powders for the extemporaneous 
preparation of sterile injectable solutions or dispersions. In all cases, the form must 
be sterile and must be fluid to the extent that easy syringability oxi$t$. It must be 
stable under the conditions of manufacture and storage and must be preserved against 
35 the contaminating action of microorganisms such as bacteria and fungi. The carrier 
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can be a solvent or dispersion medium containing, for example, water, ethanol, polyol 
(e.g. glycerol, propylene glycol and liquid polyethylene glycol), suitable mixtures 
thereof, and vegetable oils. 

5 Combinations with aThiid Therapeutic Compoimd 

The combinations of this invention may optionally include other drugs 
that may also be useful in the treatment, suppression or amelioration of the diseases or 
conditions for which the combinations of this invention are useful. Such other drugs 
may be administered^ by a route and in an amount commonly used therefor^ 

10 contemporaneously or sequentially with the combination dmg$ of this invention. 
Vlhen a compound of the combination of this invention is used contemporaneously 
with one or more oth^ drugs, a pharmaceutical composition in unit dosage fonn 
containing such oth^ drugs and the combination of this invention is preferred. 
However, the combination therapy also includes therapies in which the compound of 

15 this invention and one or moie other drugs are administered on different overlapping 
schedules. It is also contemplated that when used in combination with One or more 
other active ingredients, the compound of the present invention and the other active 
^ ingredients may be used in lower doses dian when each is used singly. Accordingly, 
Che phartnaceutical compositions of the present invention include those that contain 

20 one or more other active ingredients, in addition to a compound of this invention. 

Examples of other active ingredients that may be administered in 
combination with the combination of dmgs of this invention, either being 
administered separately or in the same pharmaceutical composition, include, but are 
not limited to: 

25 (a) insulin sensitizers including (i) PPARy agonists such as the 

glitasones (e.g» trogUtazone« pioglitazone, englitazone^ MCC-55S, rosiglitazone^ and 
the like), and compounds disclosed in W097/27857, 97/28115, 97/28137 and 
97/27847; (ii) biguanides such as metformin and phenfonnin; (iii) protein tyrosine 
phosphatase-lB (PTP-IB) inhibitors* and (iv) dipeptidyl peptidase IV (DP^-IV) 

30 inhibitors; 

(b) insulin or insulin numetics; 

(c) sulfonylureas such as tolbutamide and glipizide, or related 

materials; 

(d) a-glucosidase inhibitors (such as acarbose); 
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(e) cholestetol lowering agents such as (i) HMG-CoA reductase 
inhibitors (lovastatin, simvastatin, pravastatin, fluvastatiii> atorvastaiin, rivastatin, 
itavastatin, ZD-4522 and other statins), (ii) sequestrants (cholestyramine, colestipol 
and dialkylaminoalkyl derivatives of across-linked dextran). (iii) nicotinyl alcohol, 

5 nicotinzc acid or a salt thereof, (iv) PPARa agonists such as fibric acid derivatives 
(cIofibrate« fenofibrai^ and bezafiht^e) or gemfibrozil (v) aeyl CoAicholesterol 
acyltransferase inhibitors, such as for example avasijnibe^ and (vi) anti-oxidants» 
such as piobucol; 

(f) PPAR5 agonists such as those disclosed in W097/28149; 
10 (g) antiobesity compounds (anoiBcdcs) such as fenflurannne, 

dexfenflinramine, phentemiinc, sibutrainine, mazindol, orlistat, lipase inhibitors, 
neuropeptide Y5 inhibitors, and P3 adrenergic receptor agonists; 

(h) an ileal bile add transporter inhibitor; and 

(i) agents intended for use in inflaniinatory conditions, such as aspirin, 
15 non-steroidal anti-inflammatory drugs, glucocorticoids^ azulfidine, and cyclo- 

oxygenase 2 selective inhibitors. 

Non-limiting examples of the combinations described above include 
combinations of the PPARo/y agonists and lipid lov^ereing drup of this invention 
with two or more other active compounds selected from bigudnides, sulfonylureas, 
20 HMG-CoA reductase inhibitors, other PPAR agonists, FTP- IB inhibitors> DP-IV 
inhibitors, and anti-obesity compounds. 
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ASSAYS 

IN VWO ASSAYS 

Male db/db mice (10-1 1 week old C57B1/KFI. Jackson Labs, Bar 
Haibor, ME) ate hou&ed 5/cage and allowed ad lib, access to ground Purina rodent 

5 chow and water. The animals, and their food, are weighed evexy 2 days and ate dosed 
daily by gavage with vehicle (0.5% caiboxymethylcellulo$e) ± test compound at the 
indicated dose. Drug suspensions are prepared daily. Plasma glucose, and 
triglyceride concentrations are determined from blood obtained by tail bleeds at 3-5 
day intervals during the study period. Glucose, and triglyceride, detearminaiions are 

10 performed on aBoehringerMannheimllitachi 911 automatic analyzer (Boehiinger 
Mannheim, Indianapolis, IN) using heparinized plasma diluted 1 :6 (v/v) with normal 
saline. Lean animals are ag^matched heterozygous mice maintained in the same 
manner. 

Male Golden Syrian hamsters wei^ng 150 g are used to measure 
15 hpid modulation effects of test compounds. Hamsters are housed in boxes (5 per 
box), ane fed a normal rodent chow diet, and are given free access to water 
Compounds are suspended in 0,5% methylcellulose and gavaged daily to the hamsters 
for 9 days (10 hamsters per group). On the morning of the 10**' day, the hamsters are 
euthanized with carbon dioxide, and blood samples are obtained via heart puncture. 
20 Semm levels of total cholesterol and triglycerides are deteimined. 

Mature male beagle dogs, weighing -IS kg on average, are used to 
measure the lipid modulation effects of test compounds. Dogs are housed 
individually^ are fed a cholesterol-frce chow diet, and are given free access to water. 
Prior to the start of exp^ments, samples are taken weekly from the jugular vein and 
25 the serum cholesterol levels are determined. To test the effects of compounds on 
semm cholesterol, compounds are suspended in 0.5% methylcellulose and gavaged 
daily to the dogs for 2 weeks (5 dogs per group). Blood samples are taken during and 
after the dosing period, and serum levels of total cholesterol and triglycerides are 
detemuned. 

30 . 
IN VTTRO ASSAYS 

Standardized Cell-Based GAL4 Chimeric Receptor Transacttvatton Assay (Cell^ 
B as6_d_Transacti yatjoji. Assay) 

The following assay is also described in: Bcrger J, Leibowitz MD. 
35 jOoebber TW, Elbrecht A, Zhang B, Zhou G, Biswas C, Cuffinan CA, Hayes NS, Li Y, 
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Tanen M, Ventre J, Wu MS, Berger GD, Mosley R» Marquis Santini C, Sahoo SP, 
Tolman RL, Smith RG, MoUer DE. Novel peroxisome proliferator-activated receplojY 
(PPARy) and PPAR6 ligands produce distinct biological effects, 1999 J Biol Chem 
274:6718-6725. 

5 ExpiBssion constructs arc prepared by inserting cDNA sequences 

encoding the ligand binding domains of human PPARy or PPARa adjacent to the 
yeast GAL* transcription factor DNA binding domain in the mammalian expression 
vector pcDNAS to create pcDNA3-hPPARy/GAI4 and pcDNA3-hPPARoc/GAL4> 
respectively. The GAL4-responsive xepoiter construct, pUAS(5X)-tk-luc, contains 5 
10 copies of the OAL4 response element placed adjacent to the thymidine kinase 
minimal promoter and the luciferase reporter gene. Hie transfection control vector, 
pCMV-IacZ, contains the galactosidase Z gpne under the regulation of the 
cytomegalovirus promoter. COS-1 cells are seeded at 1.2 X 10^ cells/well in 96 well 
plates in Dulbecco's modified Eagle medium (high glucose) containing 10% charcoal 
15 stripped fetal calf serum, nonessential amino acids> 100 units/ml Penicillin G and 100 
^g^ml Stceptomycin sulfate at 37'C in a humidified atmosphere of 10% CO2. After 24 

h, transfections are performed with Lipofectamine (Gibco-BRL> Gaithet«bnrg> MD) 
according to the instructions of the manuf acnirer. Transfection mixes contain 0.0007S 
|ig of PPARy/GAiA or PPARa/GAL4 expression vector, 0.045 >ig of reporter vector 
20 pUAS(SX)-tk4uc and 0.0002 \xg of pCMV-lacZ vector as an internal control of 

transfection efficiency. Compounds are characterized by incubation with transfccted 
cells for 4gh across a range of 8-12 concentrations &om 0.1 nM to SO uM. Cell lysates 
are prepared from washed cells using Reporter Lysis Buffer (Promega) according to 
the manufacturer's directions. Luciferase activity in cell extracts Is determined using 
25 Luciferase Assay Buffer (Promega) in a ML3000 luminometer (Dynatech 

Laboratories), p-galactosidasc activity is determined using p-D-galactopyranoside 
(Calbiochem-Novabiochem, LaJolla^ CA) as described by HoUons and Yoshimura 
(Anal. Biochem, 1 82,41 1-418, 1989). Rosiglitazone can be used as a standard for 
human PPARy activity. EC50 values for Rosiglitazone in the hPPARy/GAL4 assay 

30 usually range from 20-40 nM. FenoiHbrate can be used as a standard for hPPARa 
activity. EC50 values forFenofibrate in the hPPARa/GAL4 assay usually range from 

5-20 uM. Similarly, methods involving the co-transfection of fulMength PPARy or 
PPARy along with a relevant reporter gene into one of several mammalian (or yeast) 
cell types can be employed as an alternative method to identify compounds with both 
35 PPARoc and PPARy agonist activity. 
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Cell-Free Co-Activator Association Assay 

This assay measures the ability of compounds to promote the 
association of PPARy (or its isolated Hgand binding domain) or PPARot (or its 

5 isolated ligand binding domain) with a protein (or ponion of a protein) that is (oi is 
derived fn>m) a co-activator molecule such as Creb Binding Protdii (CBP) or Steroid 
Receptor Coacti vator 1 (SRC- 1) and can be used to identify compounds with both 
PPARa and PPARy agonist activity. This assay is described in: Zhou G, Cummings 
R, Li Y» Mitra S. Wilkinson H, Elbtecht A. Hermes JD, Schaeflfer JM Smith RO* 

10 MoUer DE. Nuclear receptors have distinct affinities for co-activators: 

characteiization by fluorescence resonance energy transfer, Mol Endoctinol 1998 
12:1594-1604, herein incorporated by reference in its entirety. 

Human PPARa and PPARy binding, assays 
15 An alternative to measuring agonist activity of compounds in cell- 

bfl&ed transactivation assays or cell-free co-activator association assays is to determine 
that compounds can function as ligands by binding to both PPARy and PPAROL 
Compounds with half-maximal concentration potencies (IC50's or KTs) for 

displacement of radioligand binding to hPPARY vs. hPPARa that differ by less than 
20 30-fold and preferably less than 10-fold can be considered as dual ligands. For these 
assays, the methods described below can be employed (as also described in: Berger J, 
Leibowitz MD, Doebber TW, Elbrecht A, Zhang B, Zhou G. Biswas C, Cullinan CA, 
Hayes NS, Li Y» Tanen Ventre J, Wu MS, Berger GD, Mosley R, Marquis R. 
Santini C, Sahoo SP, Tolman RL, Smith RG, MoUerDE. Novel peroxisome 
25 proliferator-activated receptor/ (PPARy) and PPAR5 ligands produce distinct 
biological effects, 1999 J Biol Chem 274: 6718-6725. 

Human PPARyi and human PPARa are expressed as a OST-fusion 
protein in E, coll The full length human cDNA forPPAJRyj is subcloned into the 
pGEX-2T expression vector (Pharmacia). The full length human cDNA for PPARa is 
30 subcloned into the pGEX-KT expression vector (Pharmacia). E, coli containing the 
respective plasmids were propagated, induced, and harvested.by centrif ugation. The 
resuspended pellet is broken in a French press and debris is removed by centrifugation 
at 12,O0OXg. Recombinant human PPAR receptors are purified by affinity 
chromatography on glutathione sepharose. After application to the column* and one 
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wash, receptor is eluted with glutathione. Glycerol (10%) is added lo stabilize the 
receptor and aliquots are stored at -80 

For each assay, an aliquot of receptor is incubated in TEGM (10 mM 
Tris, pH 7.2* 1 mMJEDTA, 10% glycerol, 7 ^17100 ml B-mercaptoetbanol, 10 mM Na 

5 molybdate, 1 mM dithioUiieicol, 5 /ig/mL aprotinin, 2 iigfitiL leupeptin, 2 iig/niL 
benzamidine andO.S mM EMSF) containing 0,1% non-fat dry milk and 10 nM [3H2) 
L-746,962, (21 Ci/mmole), * test compound. Assays are incubated for -16 hr at 4 "C 
in a final volume of 150 /iL. Unbound ligand is removed by incubation with 100 /tL 
dextran/gelatin-coated charcoal, on ice, for 10 min* After centrifugation at 3000 ipm 

10 for 10 min at 4 *C, 50 |xL of the supernatant fraction vvas counted in a Topcount In 
this assay the Kp for L-746,962 is - 1 nM. 

For a human FPARa binding assay, an aliquot of receptor is incubated 
in TEGM (10 mM Tris, pH 7.2, 1 mM EDTA, 10% glycero], 7 /xlVlCK) ml 6- 
mercaptoethanol, 10 mM Na molybdatc, 1 mM dithiotbxeitoh 5 /xg/mL aprotinin, 2 

15 /ig/mL leupeptin, 2 fig/mLbenzamide and 0.5 mM PMSF) containing 0.1% non-fat 
dry milk and 5.0 nM [3H2]L-783483, ± test compound. Assays are incubaX)ed for -16 
hr at 4 *C in a final volume of 1 50 )iL. Unbound ligand is removed by incubation with 
100 {iL dextran/gelatin-coated charcoal, on ice« for -10 min. After centrifugation at 
3000 Ipm for 10 min at 4 'C, 50 ^L of tiie supernatant fraction is counted in a 

20 Topcounc 

Cell Proliferation Assay 

This assay measures the ability of cells to conv^ MTS tetrazolium 
into formazan, using the AQwm proliferation assay kit (Promega, Madison, WI). 
25 Hiis conversion is pitesumably accomplished by NADPH or NADH produced by 

dehydrogenase enzymes in metabolically active ceils. The assay is described in Shu, et 
al.. Biochemical and Biophysical Research CommunicaSions^ voL 267^ pp. 345-349 
(2000). 

30 
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WHAT IS CIJVIMED IS: 

1. A method of treating or ameliorating hyperglycemia, treating or 
ametiorating one or more lipid disorders, or both in a patient having type 2 diabetes, 

S compiising the step of: 

Administedng lo the patient a therapeutically effective amount of a 
first drug which is a PPARoc/y dual agonist and a therapeutically effective amount of a 
second drug selected from the group consisting of (1) a cholesterol absorption 
inhibitor, (2) an HMG-CoA reductase inhibitor, (3) a bile acid sequestrdnt, (4) 
10 nicotinyl alcohol^ nicotinic acid or a salt thereof , (5) a PP ARa agomst, (6) a phenolic 
anti-oxidant, (7) an ACAT inhibitor, and (8) a CTEP inhibitor, including 
phannaceutically acceptable salts of one or more of the active ingiedients. 

2. A method of treating or ameliorating hyperglycemia in a patient 
15 having type 2 diabetes as recited in Claim 1, comprising the step of: 

Administering to the patient a therapeutically effective amount of a 
PPARo// dual agonist and a therapeutically effective amount of a second drug 
selected from the group consisting of (1) a cholesterol absorption inhibitor, (2) an 
HMG-CoA reductase inhibitor, (3) a bile acid sequestrant, (4) nicotinyl alcohol, 
20 nicotinic acid or a salt thereof, (5) a PPARa agonist, (6) a phenolic anci-oxidant, (7) 
an ACAT inhibitor, and (8) a CTEP inhibitor, including phannaceutically acceptable 
salts of one or more of the active ingredients. 

3. A method of treating or ameliorating one or more lipid 

25 disorders in a patient having type 2 diabetes as recited in Claim 1, comprising the 
step of: 

Administering to the patient a therapeutically effective amount of a 
PPARcc/y dual agonist and a therapeutically effective amount of a second dmg 
selected from the group consisdng of (l) a cholesterol absorption inhibitor. (2) an 
30 HMG-CoA reductase inhibitor, (3) a bile acid sequestrant, (4') nicotinyl alcohol, 
nicotinic acid or a salt thereof, (S) a PPARa agonist, (6) a phenolic anti*03cidant, (7) 
an ACAT inhibitor, and (8) a CETP inhibitor, including phaimaceutically acceptable 
salts of one or more of the acti ve ingredients. 
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4. The method a 5 recited in Claim 3» wherein the lipid disorder is 
selected from the group consisting o!l| mixed dyslipidemia, diabetic dyslipidemia, 
hyperlipidemia, isolated hypercholesiterolemia, elevated IJ)L-cholesterol and/or non- 
HDL-cholesterol, elevated hyperapoBliproteinemia, hypertriglyceridemia, elevated 
tiiglyceride-rich-Iipoproteins, and k w HDL cholestexoU 



A method of concurrently treating or ameliorating 



hyperglycemia and one or more Upidj disorders in a patient having type 2 diabetes as 

recited in Claim 1, comprising the step of : 

J I 

Administering to the pattent a therapeuticaUy eifecdve amount of a 
PPARo/y dual agonist and a therapejatically effective amomtt of a second drug 
selected from the group consisting of (1) a cholesterol absorption inhibitor^ (2) an 
HMG-CoA reductase inhibitor. (3) ajbile acid sequestrant, (4) nicotinyl alcohol, 
mcotinic add or a salt thereof, (3) a iPPARa agonist^ (6) a phenolic anti-oxidant, (7) 
an ACAT inhibitor, and (8) a CtEPjinhibitor, including pharmaceutically acceptable 

salts of one or more of the acdve ingredients. 

I 
j 

6- A method of t ^ting or ameliorating hypciglycemia, treating or 
ameliorating one or mare lipid disotjibrs^ or both in a non-diabetic patient having 
Insulin resistance or impaired glucose tolerance^ comprising the step of: 

Administering to the [patient a therapeutically effective amount of a 
PPARo/y dual agonist and a therapeutically effective amount of a second drug 
selected from the group consisting C| ' (1) a cholesterol absorption inhibitor. (2) an 
HM&CoA reductase inhibitor, (3) a bile acid sequescnant, (4) nicotinyl alcohol, 
nicotinic add or a salt thereof, (S) a|] >FARa agonist, (6) a phenolic antiK)xidant, and 
(7) an ACAT inhibitor, including pharmaceuiically acceptable salts of one or more of 
the active ingredients. 

7, . A method 
disorders in a non-diabetic 
tolerance as recited in Claim 6, 

Administering to the 
PPARo^ dual agonist and a therapeji 
selected from the group consisting 
HMG-CoA reductase inhibitor, (3) 



of 



of t reating or ameliorating one or more lipid 
patient h{ ving insulin resistance or impaired glucose 
comprising the step of: 

|] latient a therapeutically effective amount of a 
tically effective amount of a second drug 
(1) a cholesterol absorption inhibitor, (2) an 
ajbile acid sequestrant, (4) nicotinyl alcohol. 
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nicotinic acid or a salt thereof, (5) a PPARa agonist, (6) a phenolic anti-oxidant, and 
(7) an ACAT inhibitor* including phaimaceutically acceptable salts of one or more of 
the active ingredients. 

8. The method as irecitfid in Claim 7, wheidn the lipid disorder is 
selected from the group consisting of mixed dyslipidemia, diabetic dyslipidenria, 
hyperiipidemia, isolated hypercholesterolemia, elevated LDL^holesterol and/or non- 
HDI^cholesterol, elevated hyperapoBliproteinemia, hypertriglyceridemia, elevated 
liiglyceiide-rich-lipoproteins, and low HDL cholesterol. 

9. A rnedxyd of jmeHorating two or more coronaiy risk factors of 
metabolic syndrome in a patient diagnosed as having at least three defining risk 
factors of the ATP HI definition of metabolic syndrome, wherein the coronary risk 
factors are abdominal obesity^ hypBrtriglyceridemia, low HDL-cholestetol, high blood 
pressure, and elevated fasting glucose, comprising the step of 

Administering to the padent a therapeutically effective amount of a 
PPARo^ dual agonist and a therapeutically effective amount of a second drug 
selected &om the gcoup consisting of (1) a cholesterol absorption inhibitor, (2) an 
HMG-CoA reductase inhibitor, (3) sj bile acid sequestrant, (4) nicotinyl alcohol, 
nicotinic acid or a salt thereof, (5) a PPARa agonist, (6) a phenolic anti-oxidant, and 
(7) an ACAT inhibitor, including phaimaceutigally acceptable salts of one or more of 
the active ingredients. 

10. A method of ameliorating at least one coronary risk factor in a 
patient diagnosed as having at least three defining risk factors of the ATP HI 
definition of metabolic syndrome, wherein the coronary risk factors are abdominal 
obesity, hypertriglyceridemia, low HDl^cholestcrol, high blood pressure, and elevated 
fasting glucose as recited in Claim 9!, comprising the step of: 

Administering to the 'patient a dierapeutically effective amount of a 
PPARo/^ dual agonist and a therapeutically effective amount of a second drug 
selected from the group consisting of (I) a cholesterol absorption inhibitor, (2) an 
HMG-CoA reductase inhibitor^ (3) a bile acid sequestrant, (4) nicotinyl alcohol, 
nicotinic acid or a salt thereof, (5) a PPARa agonist^ (6) a phenolic anti-oxidant, and 
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(7) an ACAT inhibitor, including phamacentically acceptable salts of one or more of 
the active ingredients, 

11. A method as recited in any of Claims 1-10, wherein the 
5 ppARo/y dual agonist is a balanced PPARo^ dual agonisL 

12- A method as recited in Claim 1 1, wherein the PPARo/V dual 
agonist is KRP-297. 

10 13. A Jmetbod as ledted in any of Claims 1-10, wheiein the second 

drug is a cholest^l absorption inhibitor 



15 



14. A method as ijecited in any of Claims 1-10, wherein the second 

drug is a statin. j 

i . 

15. A method as iecited in any of Claims 1-10, wherein the second 
drug is an ACAT inhibitor. > 



16- Aroelhodasiecitedinanyof Claims 1-10, wherein the second 
20 dnigisafibraCie. " | 



17. The method a's recited in Claim 1 1, wherein the PPARoc/y dual 
agonist is KRP-297 and the cholesterol absoiption inhibitor is esetimibe. 



25 18, The method as recited in Claim 1 1 , wherein die PPARoc/y dual 

agonist is KRP'297 and the second ^rug is a statin selected from the group consisting 
of simvastatin, atorvastatin, lovastatin, pravastatin, rosuvastabn, and fluvastatin. 



19. The method J& recited in Claim 18, whensin the second drug is 



30 simvastatin. 



20. The method as incited in Claim 11, wherein the PPARo/y dual 
agonist is KRP-297 and the second kmg is selected from avasinube, fcnofibrate, 
bezafibrate, clofihrate, and gemfibrizol. 



35 
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patient in need of treatmciit 

22. A pharmaceutical composition comprising 
(a)aPPARa^dual«SO™«*' rfm a cholesterol absorption inhiWtor. 

C7) an ACAT inhibitor, including phannaceutically acceptable salts 
IS the active ingredients; and 

(c) a phannaceutically acceptable carrier. 

23 Aphaiinace«dcalconipo3itiona5redtedinClaim22,said 

co.poaitioncons;stinges.n.anyofKRP-297orapharn.ceu^ 
HTf, ezed:mbeoraphannaceuticanyacceptableaaltthereof,anda 

24 Aph<«»acwacalcompoation«n«te<lh.CWm22,aa 
3f, slo,v^or.ph«n««a«Uy«.*.*>e.-<««««f.'»4' 



10 



20 



25 




25 Aphannaceuticdcomposition asrccitedinClaim22consisting 
«»11v of KRP-297 or a phaxmaceuiicaUy acceptable salt ttieieof. ezebin.be or a 

salt thereof, and a phannaceutically acceptable earner. 

26 A pba""«'*"ti<:alcompositiOD comprising: 
(1) a PPARo/y dual agonist; 
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(2) a second drag selected from the group consisting of (1) a cholesterol absoiption 
inhibitor, (2) an HMG-CoA reductase inhibitor, (3) a bile acid sequestrant, (4) 
nicotiuyl alcohol, nicotinic acid or a salt tiiereof, (5) a PPARa agonist, (6) a phenolic 
and-oxidant, and (7) an AC AT inhibitor, including phatcoaceutically acceptable salts 

5 thero>f; and 

(3) a third dnig selected from (a) insulin sensitizers, which are selected from (i) 
PPARy agonists; (li)biguanidcs; (iii) protein tyrosine phosphatase-lB (PTP-IB) 
inhibitors, and (iv) dipeptidyl peptidase IV (DP-TV) inhibitors; 



10 (b) insulin or insulin mimedcs; 

(c) sulfonylureas; 

(d) Orglucosidase inhibitDTs; 

(e) PPAR5 agonists; 

(0 antiobesity compounds (anorectics); 
15 (g) an ileal bile acid transporter inhibitor; and 

Qi) and-inflammatory agents selected iiom aspirin* non-steroidal anti- 
inflammatory dmgs, glucocorticoids, azulfidine. and cyclo-oxygenase 2 (COX-2) 
selective inhibitors. ' 
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